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(Promega), and the dsRNA was prepared according to the protocol described above.
24
A 5-µg sample of the dsRNA of bombeil-2 (dsbombeil-2) in 10 µl insect Ringer's solution was 25 injected into V2 larvae through the first pro-leg. Ringer's solution and dsEGFP (5 µg) in Ringer's 
We determined the spatial localization of the bombeil transcripts by whole-mount in situ 1 hybridization in the larval brains at V2, day 2 of the fifth instar. (Fig. 2) . 
The bombeil-2 RNAi caused abnormal molts in 36 of 90 larvae (40%) at pupation (Fig. 4B) . The 1 remainder (60%) of the larvae pupated successfully and underwent adult eclosion. However, 2 these adults exhibited prominent defects of the legs and wings and, to a lesser extent, of the 3 cuticle (Fig. 4E, F) . The controls developed into normal adults ( including lateral compression and compaction (Fig. 4J ). This result indicates that bombeil-2
7
RNAi might also influence brain morphogenesis during the larval-pupal transformation. 
cDNA library of the Bombyx larval brain. The expression of these genes was restricted 2 exclusively to the PTTH cells (Fig. 2) . In addition, the knockdown of bombeil-2 by RNAi 3 suggested that it played a critical role in larval-pupal-adult development (Fig. 4) .
4
The fluctuations of bombeil expression levels in larval brains (Fig. 3) 
23
100% identity with CYP18a1 of Drosophila and Spodoptera (Fig. 5) . Bombeil-1 showed a low 24 degree of identity with the Bombyx CYP306a1, CYP302a1, CYP315a1, and CYP314a1 genes, 25 which are involved in ecdysteroid biosynthesis ( Figure 5 ), indicating that bombeil-1 encodes a 9
Bombeil-2 might be involved in larval-pupal development. RNAi against bombeil-2 resulted in 10 defects in larval-pupal molt, and malformations of adult wings and legs (Fig. 4) lead to the defects in the larval-pupal transition observed in the present study (Fig. 4) . In 
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